The E2 conjugating enzymes (UBE) indicated were incubated for 45 min at 20 • C with UBE1 and ubiquitin in the absence of any thiol and in the absence ( − ) or presence ( + ) of 10 μM BAY 11-7082 (A) or 20 μM NSC697923 (B). Ubiquitin loading was initiated by the addition of MgATP and carried out for 10 min at 30 • C as described in the legend to Figure 5 of the main text. The reactions were terminated in SDS, subjected to SDS/PAGE and the gels were stained with Coomassie Instant Blue and destained in water. Several E2 ligases, such as UBE2D1, UBE2D2, EBE2D3, UBE2D4, UBE2Q1 and UBE2Q2, undergo polyubiquitylation during the reaction as shown by a ladder of bands of decreasing electrophoretic mobility.
BAY 11-7082 targets the ubiquitin system 
